Background: Prenatal maternal stress (PNMS) is an important programming factor of postnatal immunity. We tested here the hypothesis that DNA methylation of genes in the NF-κB signaling pathway in T cells mediates the effect of objective PNMS on Th1 and Th2 cytokine production in blood from 13½ year olds who were exposed in utero to the 1998 Quebec ice storm. Results: Bootstrapping analyses were performed with 47 CpGs across a selection of 20 genes for Th1-type cytokines (IFN-γ and IL-2) and Th2-type cytokines (IL-4 and IL-13). Six CpGs in six different NF-κB signaling genes (PIK3CD, PIK3R2, NFKBIA, TRAF5, TNFRSF1B, and LTBR) remained as significant negative mediators of objective PNMS on IFN-γ secretion after correcting for multiple comparisons. However, no mediation effects on IL-2, IL-4 and IL-13 survived Bonferroni correction.
Background
The prenatal programming of postnatal disease hypothesis [1] postulates that many physical conditions, including immune disorders, have a prenatal etiological component. Prenatal maternal stress (PNMS) has proven to be an important programming factor of postnatal immunity, as shown in the studies of the development of immune-related disorders in postnatal life such as asthma [2] [3] [4] [5] [6] [7] . Factors that need to be considered regarding the effects of stress on immunity are as follows: (1) The induction, progression, and homeostatic regulation of the immune response depend on signaling mechanisms. (2) Immune responses depend on the "chief" cells of the immune system: T helper (Th) lymphocytes. Th cells differentiate into two main types of effector cells depending on the type of immune challenge: Th1 differentiation evolved to control intracellular invaders, while Th2 developed to face extracellular parasites. (3) Intercellular signaling is carried out through cytokine production. (4) Chronic stress in adults elicits a shift in the balance between Th1-derived cytokines and Th2-derived cytokines.
However, one cannot extrapolate the effects of stress on the fully developed adult immune system to the effects of maternal stress on the unborn child, due to the physiological changes occurring in stress physiology during pregnancy [8] , the dynamic shielding from the maternal environment that the placenta provides to the fetus [9] , and the developmental stage [10] of the immune system at the time of exposure to PNMS. Despite these considerations, PNMS has demonstrated a pervasive influence on immunity per se, altering a broad array of functions at the molecular and cellular levels. We previously reviewed the literature on the influence of PNMS on immunity in laboratory animals [11] where these changes have been documented more systematically than in humans. Using a framework that standardized prenatal timing across common developmental windows of vulnerability, we integrated findings from studies using five different species of mammals [11] . In brief, the immunological consequences of PNMS exposure can be observed in the offspring's cytokine production, lymphocyte population proportions, mitogeninduced proliferative responses, antibody production, cell-mediated responses, natural killer cell cytotoxicity, and macrophage activity. The most consistently replicated findings have been observed in cytokine homeostasis, where PNMS induces a Th2 cytokine shift (adaptive immunity) and excessive pro-inflammatory cytokine responses (innate immunity).
Although limited in number, results from human studies are consistent with animal findings. Adult women who were exposed to PNMS (negative life events) demonstrated a Th2 cytokine shift when compared to controls [12] . Likewise, in a cohort of pregnant women exposed to multiple stressors, cytokine production in cord blood stimulated by lipopolysaccharide (LPS) evidenced an enhanced pro-inflammatory state, while levels after phytohemagglutinin (PHA) stimulation suggested an immune imbalance favoring Th2 responses [13] . However, these studies lacked random assignment as done in animal studies and precise dating of the stressor exposure in pregnancy.
Project Ice Storm, a prospective longitudinal study, serves as a human stress model which is able to address these issues. Natural disasters can act like natural experiments and provide the opportunity to study the effects of PNMS from an event whose genesis is totally independent of the parents' influence and whose degree of hardship is often quasi-randomly distributed in the population. By using a natural disaster as our stressor, we were able to separate the pregnant women's stress experience into components, such as objective levels of hardship and subjective distress reactions to those hardships. Evaluation of objective stress involves examining the specific events experienced by the pregnant women during the crisis, such as duration of power loss, loss of income, and amount of change to daily routines. The second component, subjective stress, involves assessing the pregnant women's psychological response to the event. Being uncorrelated with socioeconomic status or maternal traits, we consider our measure of objective hardship from the ice storm to be a quasi-randomly assigned and independent stressor.
Previously, we reported that PNMS from the ice storm predicted significant alterations in lymphocytes and cytokine production at the innate and adaptive arms of immunity [14] . Specifically, the greater the objective degree of exposure to the ice storm (objective PNMS) experienced by the pregnant mother, the lower the total and CD4+ lymphocyte proportions, the higher the TNF-α, IL-1β, and IL-6 levels, and the greater the enhancement of the Th2 cytokines IL-4 and IL-13 in the child aged 13½ years; maternal subjective distress was not significantly associated with cytokine levels. These results show that the objective degree of hardship resulting from this natural disaster was significant as a programming factor that can produce long-lasting consequences for immunity, potentially explaining non-genetic variability in immune-related disorders. These immunological alterations have significant clinical implications, considering the central role that enhanced Th2 responses have in the pathophysiology of allergic disorders in general [15] , and asthma in particular [16] . Moreover, pro-inflammatory cytokine changes have been documented in some subtypes of asthma [17] .
However, the mechanisms underlying the association between PNMS and alteration of immune function still remain unclear. One of the most documented putative mechanisms is DNA methylation. A rich literature documents epigenetic regulation of immune function and immune-related diseases. For example, epigenetic mechanisms have been involved in regulation of IFN-γ expression in CD8 T cells (reviewed in [18] ). A study reporting the methylcytosine dioxygenase Tet2-promoted DNA demethylation and activation of cytokine gene expression in T cells [19] provides a global view of a novel epigenetic modification that occurs during Th cell differentiation, unveiling a functional role for Tet2-mediated active DNA demethylation in the function of Th cells both in vitro and in vivo. Furthermore, CD4+ T cells from patients with juvenile idiopathic arthritis (JIA), the most common autoimmune rheumatic disease of childhood, showed reduction of IL-32 through DNA methylation [20] . Likewise, the reduced DNA methylation level of the IL-32 gene was also observed in another study of JIA [21] , focusing on epigenetic modification in genome-wide DNA methylation levels. Moreover, as reviewed by Kabesch et al. [22] , multiple studies have demonstrated a wellestablished relationship between epigenetic mechanisms and asthma in children. Together, as demonstrated herein, epigenetic variation, particularly DNA methylation, plays a crucial role in immunity.
Although associations between epigenetic profiles and health outcomes have been established (as discussed above), what is rarely demonstrated is the extent to which DNA methylation mediates the effects of a welldocumented prenatal environmental event on a postnatal health outcome in human offspring. Natural disasters offer a unique opportunity to examine relationships between exposures, changes in DNA methylation, and the phenotypic outcomes in a quasi-experimental design.
Project Ice Storm pilot data show that the objective degree of maternal exposure to the ice storm results in significant changes in the offspring's epigenetic signatures in T cells at 13½ years of age [23] in genes predominantly associated with immune function and, to a lesser extent, metabolism; there were no significant associations between subjective PNMS and DNA methylation. Most recently, we have reported that specific DNA methylation signatures mediate the effects of objective exposure on these children's body composition as reflected in body mass index (BMI) and central adiposity [24] . Whether, and to what extent, DNA methylation levels in T cells can mediate the effect of PNMS on cytokine production (i.e., Th1-Th2 balance) remains to be investigated.
The goal of the present study was to determine the extent to which alterations in DNA methylation in immune-regulating genes (i.e., within the NF-κB signaling pathway) may mediate the effects of objective PNMS experienced by pregnant women during the 1998 ice storm on the production of Th1-type cytokines (IFN-γ and IL-2) and Th2-type cytokines (IL-4 and IL-13) in their children at age 13½. Given that we have not found that maternal subjective distress from the ice storm predicted either DNA methylation [23] or cytokine secretion [14] , there was no reason to test mediation effects for subjective PNMS.
Methods

Participants
Participants were recruited from the longitudinal Project Ice Storm [25] which focuses on disaster-related PNMS and child development. The mothers in the study had been in their first, second, or third trimester of pregnancy on January 9, 1998 (the peak of the ice storm). We also included mothers who conceived within 3 months of the storm because preconception exposure to stress has been reported to have cross-generational effects in both animal and human studies [26] [27] [28] [29] [30] . A subsample of 37 children were involved in the immune study [14] , and among these children, 34 DNA samples were subjected to genome-wide DNA methylation analysis [23] . In the current study, as one child's cytokine data were removed because the values were extremely high, the DNA methylation data of 33 children were used for further analyses. The key characteristics of the 33 participating children and their mothers, such as objective PNMS, birth weight, and socioeconomic status, did not differ significantly from those of the rest of the Project Ice Storm cohort. All phases of this study were approved by the Research Ethics Board of the Douglas Hospital Research Centre (REB#: 11/33). We obtained informed written consent from parents at every assessment and informed written assent from the children at the age 13½ assessment.
Instruments and measures
PNMS variables
The degree of PNMS, as well as family demographic variables, was assessed in a postal questionnaire mailed to participants on June 1, 1998. Objective PNMS was calculated using the mothers' responses to questionnaire items tapping into categories of exposure used in other disaster studies: threat, loss, scope, and change [31] . Because each natural disaster presents unique experiences to the exposed population, questions pertaining to each of the four categories must be tailor-made. Each of the four dimensions was scored on a scale of 0-8, ranging from low exposure to high exposure. A total objective hardship score (Storm32) was computed by summing scores from all four dimensions using McFarlane's approach [32] . Details of the Storm32 items and scoring are presented elsewhere [33] .
Subjective PNMS was assessed using the validated French version [34] of the widely used Impact of Event Scale-Revised (IES-R) [35] . The 22-item scale describes symptoms from three categories relevant to posttraumatic stress disorder: intrusive thoughts, hyperarousal, and avoidance. The IES-R instructions for respondents allow investigators or clinicians to "write in" the traumatic event in question. Participants responded on a five-point Likert scale, from "Not at all" to "Extremely", the extent to which each item described how they felt over the preceding seven days in response to the ice storm crisis. We used the total score in all analyses.
Maternal variables
The level of maternal psychological functioning was assessed with a validated French version of the widely used General Health Questionnaire-28 (GHQ) [36] . The GHQ is a self-report screening tool for psychiatric symptoms and includes seven items in each of the depression, anxiety, dysfunction, and somatization sub-scales. Items are scored on a four-point Likert scale indicating the degree to which each symptom was experienced in the preceding 2 weeks. In the present study, each item was re-scored as either 0 (a rating of 0 or 1) or 1 (a rating of 2 or 3), according to the Goldberg method [36] , resulting in a minimum possible score of 0 and a maximum possible score of 28. The total score was used in analyses. The GHQ was included in the June 1998 questionnaire and also when their children were 13½ years of age.
Data on maternal and paternal age and education, and parental job classification, were collected in June 1998. The Hollingshead Socioeconomic Index (SES) was computed using these data [37] .
The number of obstetrical complications, including flu with fever, was determined by maternal recall using an adaptation of the scale used by Kinney [38] in our 6-month postpartum questionnaire and verified using hospital records. We used the total number of obstetrical complications experienced by the women that were rated as moderate-to-severe using the McNeil-Sjöström Scale for Obstetrical Complications [39] .
The children's birth weight, birth length, and gestational age were obtained from maternal reports (transcribed from Quebec birth records given at discharge) in the 6-month postpartum questionnaire and from hospital records. Birth ponderal index was also calculated (100×(birth weight (g)/birth length 3 (cm)).
Blood samples and T cell isolation at 13½ years
Blood was collected from the subjects for T cell isolation and DNA extraction using methods which have been described previously [23] . Briefly, T cells were isolated from peripheral blood mononuclear cells (PBMCs) by immunomagnetic separation with Dynabeads CD3 (Dynal, Invitrogen). DNA extraction from T cells was performed using Wizard Genomic DNA Purification kit (Promega) according to the manufacturer's instructions.
Cytokine production measures of 13½ year-old children
Cytokine levels were measured using bead-based immunoassays as previously described [14] . Briefly, cytokines were obtained from whole-blood cultures stimulated with PHA, which promotes adaptive immune responses (and thus, Th1 and Th2 cytokine secretion). Cytokine levels were then measured from culture supernatants using bead-based immunoassays (CBA: Cytometric Bead Array Flex-sets, BD Biosciences, San Diego, CA) following the manufacturer's protocol. Since DNA methylation levels were obtained from T cells, we focused on exploring the potential mediation effect of DNA methylation on Th1-and Th2-type cytokine secretion. The Th1-type cytokine detecting panel was comprised of IFN-γ and IL-2; Th2-type panel was comprised of IL-4 and IL-13. Therefore, four cytokine levels were used for the mediation analyses.
Selection of candidate genes for testing mediation by DNA methylation
In order to determine the extent to which gene methylation mediates the association between objective PNMS and cytokine production at 13½ years, we tested genes that we have previously shown to have T cell methylation signatures that are correlated with objective PNMS levels in this sample (see [23] for the detailed description). We then matched the genes whose methylation had been significantly correlated with objective PNMS to the NF-κB signaling pathway as classified by IPA software (www.ingenuity.com), given the important role of NF-κB, a major transcription factor that regulates genes responsible for both the innate and adaptive immune responses. In total, 20 genes (47 CpGs) were selected. Although we found several polymorphic CpGs among the 47 CpGs, these CpGs were still used in the mediation analyses because of their very low alternative allele frequencies which would not be expected to have a major effect on methylation levels [40] . The corresponding genes of these CpGs and functions of these genes are listed in Additional file 1. The NF-κB pathway, with the 20 genes associated with objective PNMS, is shown in Fig. 1 .
Statistical analysis
We used bootstrap methods, a routinely used approach, to determine the significance of mediation effects [41] .
Bootstrapping involves randomly resampling with replacement from the dataset to compute the desired statistic in each resample, providing confidence intervals by which the significance of a mediation effect can be determined. We tested whether objective PNMS had an effect on cytokine production through each CpG site associated with NF-κB signaling pathway (47 CpG sites across 20 genes). To that end, 95 % bias-corrected bootstrap confidence intervals were computed, as explained by Hayes [42] . The PROCESS procedure for SPSS [42] was used to conduct the analyses. Each bootstrap procedure resampled the initial sample 10,000 times. In order to be able to recover the same results, the random seed for all bootstraps was fixed at 1,509,805,407, an integer randomly generated between 1 and 2,000,000,000, prior to the first bootstrap. A mediation effect was considered significant if 0 was not included in the bootstrap confidence interval. To adjust significance criteria as a function of the number of analyses conducted for each cytokine outcome, the confidence interval ranges were corrected using Bonferroni. However, because two separate simple mediation analyses including two highly correlated mediators most likely lead to very similar results, traditional Bonferroni correction would be too conservative an approach. Thus, we used the method proposed by Li and Ji [43] to calculate the effective number (M eff ) of independent tests, essentially reducing the denominator to a number that more accurately reflects the number of intercorrelated groups of CpG mediators. This method has been applied to microarray data using Pearson correlations [43] . In order to apply this method to the current study, four steps were performed. The first step was to calculate the correlations among the methylation levels of the 47 CpGs used in the mediation analyses; most of the 47 CpG site methylation levels were highly correlated with each other (|p| values: min. = 0.33; max. = 0.98; median = 0.81). The second step was to compute the 47 eigenvalues from that correlation matrix. The third step was then to modify each eigenvalue following Li and Ji's formula: f x ð Þ ¼ I x≥1 ð Þþ x À x ð Þ. Basically, the new value's integer portion is set to 0 if the eigenvalue was smaller than 1 and is set to 1 otherwise while the decimals remain unchanged. The last step consisted in summing the 47 new values to compute the effective number of independent tests (M eff ) and use that M eff as the correction factor in the Bonferroni method for multiple testing corrections. The resulting M eff was 10.
Therefore, the adjusted confidence intervals were recomputed for 10 tests at a 99.5 % level using Bonferroni.
To take into account the different variability in methylation across CpG sites, standardized mediation effects were also computed. Standardized mediation effects are computed by standardizing the variables included in the model prior to running the analyses. All the other effects presented in the mediation results section are unstandardized. All analyses were completed with SPSS 20.0 (SPSS, Chicago, IL). 
Results
Participants' characteristics
At the time of assessment, the 33 subjects were, on average, 13.3 years of age (SD = 0.3). There were 18 boys and 15 girls. The mothers of the subjects had been in their first (n = 11), second (n = 9), or third (n = 7) trimester of pregnancy on January 9, 1998 or conceived within 3 months of the storm (n = 6). Descriptive statistics for the participants are shown in Table 1 . The mothers experienced a range of severity of objective hardship. They also experienced a range of subjective distress as assessed by the IES-R; five of the mothers obtained a score at or above 22 which is the screening cut-off for potential PTSD.
Correlation analyses
Correlations between objective PNMS and Th2 and Th1 adaptive cytokine production variables were analyzed. 
Mediation analyses
The theoretical model of the mediation analysis is presented in Fig. 2 . We performed bootstrapping analyses with the 47 CpGs across the selected 20 genes from the NF-κB signaling pathway to test whether the associations between objective PNMS and Th1-and Th2-type cytokine production (IFN-γ, IL-2, IL-4, and IL-13), as reported in our previous study [14] are mediated through DNA methylation. Tables 2, 3 , 4, and 5 present the results for each of the four cytokines. Each table presents the effects of objective PNMS on DNA methylation (Fig. 2, path a) , the effect of DNA methylation on cytokine production controlling for objective PNMS (path b), the direct effect of PNMS on the cytokine production controlling for DNA methylation (path c'), the mediation effect (path a*b), and the standardized mediation effect through each CpG site. The tables present the results that were significant initially; results that were significant after Bonferroni correction for multiple testing are highlighted in italics.
Adaptive cytokine levels: Th1
IFN-γ As shown in Table 2 , 40 of the 47 CpG sites were found to significantly mediate the effect of objective PNMS (Storm32) on IFN-γ cytokine secretion: all of these mediations were negative, that is, the value of a*b is negative, and the confidence interval does not contain 0. These 40 CpGs correspond to 18 genes, whose functions are listed in Additional file 1. After Bonferroni correction, however, six CpGs in six different genes (PIK3CD, PIK3R2, NFKBIA, TRAF5, TNFRSF1B, and LTBR) remained as significant mediators. For three of these CpG sites, the magnitude of objective PNMS exposure was associated with an increase in DNA methylation (i.e., the value of path a is positive), which in turn, was associated with a reduction in IFN-γ levels (i.e., the value of path b is negative). For the other three CpG sites, the magnitude of objective PNMS exposure was associated with a reduction in DNA methylation (i.e., the value of path a is negative) which in turn, was associated with an increase in IFN-γ production (i.e., the value of path b is positive). Interestingly, the mediation analyses show that, controlling for DNA methylation, objective PNMS had a positive direct effect (i.e., the values of path c' was positive), but a negative mediation effect, on IFN-γ secretion, which explains why the correlation between objective PNMS and IFN-γ was not significant. Together, the combination of Storm32 objective stress and DNA methylation of these six CpGs explained between 17.49 and 24.89 % of the variance in IFN-γ secretion. Table 3 , there were nine CpGs, mapping to four genes, which positively mediated the effect of objective PNMS on IL-2 levels. The combination of objective PNMS and DNA methylation explained between 14.58 and 20.09 % of the variance in IL-2 levels. However, none of the CpGs associated with IL-2 outcomes were significant mediators after correcting for multiple testing.
IL-2 As presented in
Adaptive cytokine levels: Th2
IL-4 Table 4 presents the results for IL-4. In total, 12 CpGs, corresponding to 10 genes, positively mediated the effect of objective PNMS on IL-4 levels. Together, objective PNMS and DNA methylation explained 20.35 to 24.57 % of the variance in IL-4. However, none of the CpGs associated with IL-4 outcomes were significant mediators after correcting for multiple testing.
IL-13
As shown in Table 5 , two CpGs corresponding to LCK positively mediated the effect of objective PNMS on IL-13 production. The two models presented explained 17.27 and 19.06 % of the variance in IL-13, respectively. However, none of the CpGs associated with IL-13 outcomes were significant mediators after correcting for multiple testing.
Discussion
We have shown previously in Project Ice Storm that prenatal maternal stress influences both DNA methylation [23] and cytokine levels [14] . The main challenge in human DNA methylation-association studies is to determine relationships between exposure and DNA methylation and between these changes in DNA methylation and phenotypic outcome. The quasi-random assignment of objective hardship to pregnant women during the 1998 Quebec ice storm offers a unique opportunity to address this issue by combining mediation analyses with the quasi-experimental design. The aim of this study was to determine whether DNA methylation in T cells mediates the effect of objective PNMS exposure on Th1-and Th2-cytokine production in these same children at 13½. Twenty genes from the NF-κB signaling pathway were selected to test for mediation effects. DNA methylation levels of six CpGs corresponding to six genes were significant mediators of the relationship between objective PNMS and IFN-γ levels after correcting for multiple testing. However, no mediation effects on IL-2, IL-4, and IL-13 survived correction. This is the first study to demonstrate that DNA methylation mediates the relationship between PNMS due to a natural disaster and Th1-cytokine production in children. Similar to our previous report investigating the effect of objective PNMS on both central adiposity and BMI through DNA methylation of genes from established type 1 and 2 diabetes mellitus pathways [24] , we also demonstrated here a negative mediating role of DNA methylation of genes from NF-κB pathway on the effect of objective PNMS on IFN-γ; six CpGs from PIK3CD, PIK3R2, NFKBIA, TRAF5, TNFRSF1B, and LTBR survived Bonferroni correction. Interestingly, the highest average negative mediation effect was found in PIK3CD, followed by PIK3R2 (Table 2 , path a). Both genes belong to the phosphatidylinositol 3-kinase (PI3K) gene family [44] . PI3K is a lipid kinase that phosphorylates phosphatidylinositol and similar compounds, generating second messengers important for growth signaling pathways [44, 45] . For instance, evidence of the association between PI3K and IFN-γ has been previously reported Fig. 2 Mediation analysis on the relationship between exposure to objective PNMS and cytokine production. Path "a" is the effect of the objective PNMS (predictor variable) on the DNA methylation (mediator), path "b" is the effect of the DNA methylation on cytokine production (outcome variable) controlling for the objective PNMS, and path "c' " is the direct effect of the objective PNMS on cytokine production controlling for the DNA methylation. The path "a*b" indicates the mediating effect of objective PNMS on cytokine production through DNA methylation (mediator). Path "c" is the total effect of objective PNMS on cytokine production. Mediation effects that survived Bonferroni correction are presented in italics BCL10 B cell CLL/lymphoma 10, DDR1 discoidin domain receptor tyrosine kinase 1, FLT1 Fms-related tyrosine kinase 1, IGF1R insulin-like growth factor 1 receptor, IL1R2 interleukin 1 receptor, type II, LCK lymphocyte-specific protein tyrosine kinase, LTA lymphotoxin alpha, LTBR lymphotoxin beta receptor (TNFR superfamily, member 3), MAP3K14 mitogen-activated protein kinase kinase kinase 14, MAP4K4 mitogen-activated protein kinase kinase kinase kinase 4, NFKBIA nuclear factor of kappa light polypeptide gene enhancer in B cell inhibitor, alpha, PIK3CD phosphatidylinositol-4,5-bisphosphate 3-kinase, catalytic subunit delta, PIK3R2 phosphoinositide-3-kinase, regulatory subunit 2 (beta), PRKCZ protein kinase C, zeta, TGFBR2 transforming growth factor, beta receptor II, TLR6 Toll-like receptor 6, TNFAIP3 tumor necrosis factor, alpha-induced protein 3, TNFRSF1B tumor necrosis factor receptor superfamily, member 1B, TRAF5 TNF receptor-associated factor 5, ZAP70 zeta-chain (TCR)-associated protein kinase 70 kDa, SE standard error, LLCI lower limit confidence interval, ULCI upper limit confidence interval [46] . Furthermore, the regulatory functions of PI3K on IFN-mediated signaling (including IFN-γ which belongs to type II class of interferons) are well-documented (reviewed in [47] ). The immune system is composed of multiple interdependent cellular and molecular components, each one tightly regulated by intrinsic and extrinsic mechanisms. Cytokines play a central regulatory role in the orchestration of the immune response. Thus, any functional changes in cytokine production would have a global impact on the immune response. The overall immune alteration observed in our cohort of 13 yearold participants exposed to maternal stress in utero is a shift in the normal balance of T helper-derived cytokine production, favoring a Th2 pattern as seen in our correlational paper [14] ; this shift is seen here in the positive correlation between objective PNMS and the Th2 cytokines (IL-4 and IL-13) and the negative mediation of the effect of objective PNMS on the Th1 cytokine IFN-γ.
Hence, the findings presented here allow us to draw a continuous link that starts with a noxious environmental exposure (PNMS) that alters gene regulation through epigenetic changes (DNA methylation) which in turn induces a pathophysiological alteration (Th1/Th2 cytokine imbalance). Testing the clinical consequences of these changes is beyond the scope of the present work. However, since the presence of a Th2 imbalance has been previously associated with asthma and other allergic disorders (reviewed in [48] ), we can hypothesize that PNMS is a factor that increases the risk for the development of these immunological conditions through epigenetic changes in genes responsible for the regulation of the cytokine response.
NF-κB is one of the most important regulators of proinflammatory gene expression [49] . The role of NF-κB signaling in chronic inflammatory airway disease has been well documented. An enhanced activation of the NF-κB pathway in asthmatic tissues from animal models and human studies has been reported (reviewed in [50] ). As such, the fact that genes we selected from NF-κB signaling pathway had mediating effects on Th1-type cytokine production provides further evidence for the potential contribution of these genes to the susceptibility to asthma. Taken together, our findings may shed some light on the epigenetic mechanisms underlying the association between PNMS and immune-mediated disorders, particularly asthma.
Potential limitations of the present study included the relatively small sample size which restricted statistical power, preventing us from conducting sex-specific analyses. Although this pilot study provides the first evidence that DNA methylation changes on NF-κB pathway-related genes mediate the association between objective PNMS and cytokine outcomes, larger sample sizes are warranted to further validate these effects. Moreover, perhaps due to the small sample size, the mediating effect of many CpGs did not resist the conservative Bonferroni correction for multiple comparisons. Lack of RNA samples due to the low amount of blood collected hindered us from determining the expression levels of NF-κB pathway-related genes, such as PIK3CD and PIK3R2. Additionally, both the methylation and gene expression levels of cytokine genes such as IL-2, IL-4, IL-13, and IFN-γ and their associated pathways need to be further analyzed. Furthermore, the lack of birth tissue from this cohort, such as cord blood, hinders the investigation on whether the methylation alteration was induced early in development and/or was present in pluripotent cells.
The availability of samples taken at birth would have provided an additional level of evidence supporting direct causality, as postnatal events also shape immune function. However, animal studies on prenatal stress and immune development indicate that the changes induced on immunity by PNMS persist well after birth, as they are found at different stages of postnatal development (stages correspondent to human childhood, adolescence and adulthood) [11] . As such, despite the lack of a picture on methylation at birth, our study still predicts a significant proportion of the variability, illustrating how pervasive immune changes caused by PNMS can be. Moreover, this relationship was still significant despite the fact that our participants come from a population with access to adequate health services and high parental education levels, which would have acted as protective (and not risk) factors. Further research with larger samples and access to tissues at birth is warranted. Finally, although we explored the dose-response associations between PNMS and child outcomes, our project lacks data from a control group. However, our study design and previous research has not hindered us from providing solid evidence on the effects of PNMS on multiple physical and psychological outcomes. This is the first study to demonstrate that DNA methylation mediates the relationship between PNMS due to a natural disaster and adaptive T cell cytokine production in children. Our findings highlight the important role that epigenetic changes-specifically, DNA methylation-have on mediating the effects of PNMS on cytokine production. Our findings provide new data suggesting that DNA methylation could act as an intervening variable between PNMS and immune outcomes. Unlike Project Ice Storm, with which we were able to build a human model with a quasi-randomly assigned and an independent "objective" stressor, other PNMS studies that assess maternal characteristics such as mood during pregnancy are unable to disentangle genetic mechanisms from those of the intrauterine or postnatal environments. Although the reason behind this objective PNMS effect is still unclear, it may be due to the cascade of physiological effects. For example, 40 % of the mothers in the present study reported the fear of being cold during the crisis. As such, we may reasonably hypothesize that maternal exposure to cold temperatures during the ice storm could alter system-wide functioning, including the immune system. Finally, we conducted a mediation analysis using bootstrapping which is a powerful approach because it takes into account the fact that the sampling distribution of the mediated effect is skewed away from 0 allowing it to be applied to small-tomoderate samples [51] .
